In recent years some attention has been focused on the low temperature storage of various protozoa.
The purpose of this work was to confirm that Trichomonas vaginalis can be preserved for several months at a temperature of -196°C. in Squires and MacFadzean (1962) and modified (Squires, personal communication, 1969) . (c) The medium described by Stenton (1957) .
CULTURE METHOD 24-hr-old cultures of fifteen strains of T. vaginalis were inoculated into CPLM or Stenton's medium, incubated at 37°C., and examined microscopically after 18hrs. These cultures were centrifuged to concentrate the organisms and the deposits used in the preservation experiment. PRESERVATION METHOD 0 9 ml. quantities of Trichomonas cultures were gently mixed with 0-1 ml. dimethyl sulphoxide, transferred into 1 ml. glass ampoules, sealed, and labelled.
The sealed ampoules were chilled to 4°C. and the temperature was then lowered 1°C. every minute for 90 min. in the liquid nitrogen vapour (temp. -160°C. to -170°C. approx.). The ampoules were then immersed in the liquid nitrogen (temp. -196°C.).
RE-ACTIVATION FROM LIQUID NITROGEN
On removal from the liquid nitrogen the ampoules were immediately immersed in a beaker of water (37°C.) for 5 min. to warm the contents sufficiently to enable the T. vaginalis to activate. Wet preparations were prepared and examined microscopically. The sub-cultures which were positive all contained motile forms. The Table also shows that all subcultures in the CPLM medium were successful, whereas sub-cultures in the Oxoid No. 2 medium were successful only with flagellates which had been stored for no longer than 2 weeks. This is probably a reflection of the efficiency of the CPLM medium rather than of the inefficiency of the freezing technique. The CPLM medium has been shown to be an extremely sensitive means for the detection of the flagellate (Rayner, 1968a) . Experiments have shown that the Oxoid No. 2 medium requires an inoculum of about 7,000 organisms to initiate growth (Rayner, 1968b, unpublished data) , whereas the CPLM medium requires only between one and forty flagellates. This suggests that the number of viable trichomonads was reduced after about 2 weeks' storage, although a sufficient number remained viable up to 6 months for them to be observed microscopically directly after thawing.
Discussion
As Diamond and others (1965) have shown, viable T. vaginalis can still be obtained after 2 years' storage in liquid nitrogen vapour. They used only one strain of the organism, however, whereas in the present work five strains of T. vaginalis were examined after 6 months' storage and found still viable. There is no reason to suppose that they would not have survived for a longer period had the testing time been prolonged. This method of preservation should prove of great time-saving value to those working with these protozoa. Stock strains of T. vaginalis which would otherwise have to be subcultured 2 or 3 times a week could be stored for long periods for reference purposes.
Little is known about possible changes in the antigenic properties of the trichomonads after a long period of storage. The experiments of Lindgren and Nielsen (1965) has shown that strains of T. vaginalis have been isolated which are increasingly insensitive to metronidazole which is the specific drug for treatment of T. vaginalis infestations of the human genital tract. There is virtually no evidence that resistance is developing in Great Britain at present (McFadzean, Pugh, Squires, and Whelan, 1969 
